SPR analysis
The binding affinity of each recombinant hLRG and TGFβ1 was assessed by SPR analysis using BIAcore 3000 (GE Healthcare UK Ltd., Chalfont, United Kingdom).
hLRG was immobilized on CM5 BIAcore™ chips using an amine coupling kit according to the manufacturer's protocol (GE Healthcare). Next, various concentrations of recombinant TGFβ1 (PeproTech, Rocky Hill, USA) dissolved in HBS-P buffer (GE Healthcare) were injected into a biosensor chip at a flow rate of 20 μL/min for 2 min and SPR of the on-rate kinetics was monitored. SPR of the off-rate kinetics phase was monitored with the HBS-P buffer running over the sensor surface at 20 µL/min for 3 min. At the end of the off-rate kinetics phase, residual bound antibody was removed by flushing with 10 mM glycine-HCl (pH 3.0; BIAcore) at a flow rate of 20 μL/min for 0.5 min. Binding to the sensor chip is given as resonance units (RU). Data were analyzed by BIAevaluation 4.1 software (BIAcore).
In vivo B16-F10 tumor cell allograft model
All animal experiments were conducted in accordance with the Institutional Ethical Guidelines for Animal Experimentation of National Institute of Biomedical Innovation (Osaka, Japan). WT C57BL/6J mice were obtained from Charles River Japan (Yokohama, Japan). B16-F10 cells (1 × 10 6 per mouse in 0.1 mL PBS) were subcutaneously implanted into the flanks of LRG KO or WT C57BL/6J mice (8 weeks of age, female, n = 8 per group). Tumor volumes were determined three times weekly by measuring L, W, and D. Tumor volume was calculated using the formula: tumor volume (mm 3 ) = W × L × D. At 17 days after tumor implantation, tumors were removed and weighed. These three experiments were performed independently.
WST-8 assay
B16-F10 cell lines were plated in 96-well plates at a density of 1.5 × 10 3 cells per well in DMEM containing 10% FCS overnight; thereafter, the medium was exchanged with DMEM containing 1% FCS in the presence of TGFβ1 (PeproTech, Rocky Hill, USA) and incubated for 72 h. After culture for 72 h, cell proliferation was evaluated using the WST-8 assay (Cell Counting Kit-SF; Nacalai Tesque). WST color development was measured and analyzed with a microplate reader (Model 680, Bio-Rad Laboratories) at a wavelength of 450 nm, with a reference wavelength of 630 nm. Experimental
